Purpose The widening gap between demand and supply of organs for transplantation provides extraordinary challenges for ethical donor organ allocation rules. The transplant community is forced to define favorable recipient/donor combinations for simultaneous kidney-pancreas transplantation. The aim of this study is the development of a prognostic model for the prediction of kidney function 1 year after simultaneous pancreas and kidney transplantation using pre-transplant donor and recipient variables with subsequent internal and external validation. Methods Included were patients with end-stage renal failure due to diabetic nephropathy. Multivariable logistic regression modeling was applied for prognostic model design with retrospective data from Hannover Medical School, Germany (01.01.2000-31.12.2011) followed by prospective internal validation (01 Jan. 2012-31 Dec. 2015). Retrospective data from another German transplant center in Kiel was retrieved for external model validation via the initially derived logit link function.
Introduction
For patients suffering from diabetes and end-stage renal failure, simultaneous pancreas-kidney transplantation (SPK) is the best available therapeutic option leading to insulin independence and good kidney graft outcomes [1] . Kidney transplantation has become the gold standard for treating end-stage renal disease, prolonging patient survival and increasing quality of life compared to long-term dialysis [2] . Moreover, pancreas transplantation is a curative treatment option for type 1 diabetes that can lead to long-term insulin independence [3] . Successful pancreas transplantation enhances patients' quality of life as insulin injections, and frequent controls of blood glucose concentrations are redundant [4] . Diabetes manifestations such as diabetic retinopathy, renal disease, or coronary heart disease are associated with significant morbidity and mortality [5] . Coronary heart disease accounts for 44% of fatalities in patients with type 1 diabetes and for 52% in patients with type 2 diabetes [6] . Under these considerations, SPK is a valuable therapeutic option as it cures diabetes and has beneficial effects on the progress of secondary complications [1] .
Recently, survival rates 1-year after SPK were reported to be 96%, while 83% of the patients survived more than 5 years [7] .
Due to increasing incidences of diabetes mellitus [8, 9] , the demand for SPK will likely rise in the future [1, 10] . However, the gap between supply and demand of post-mortal organ donors is widening worldwide [11, 12] , partly due to the repercussions of improved treatment strategies after traffic accidents and enhanced intensive care facilities [13] . Therefore, equitable organ allocation has been the focus of current research. This situation forces the transplant community to define characteristics determining appropriate pancreas and kidney donors and particularly favorable recipient/donor combinations for SPK. To ensure this, a reliable prognosis of outcome after SPK is an imminent necessity. Currently, no validated prognostic models are available predicting renal function 1 year after transplantation which is seen as an autonomous variable influencing long-term graft and patient survival [14] . Therefore, the current study aims to provide the first validated prognostic model for kidney function 1 year after SPK.
Patients and methods

Data collection
This is a retrospective observational analysis with data from routine databases from two German transplant centers (Hannover and Kiel) within the Eurotransplant community. Figure 1a , b demonstrates the patient flow through the study for the training and prospective validation cohorts from Hannover. After internal validation of the prognostic model, only those variables required for external validation were retrieved for 33 patients who underwent SPK in Kiel with a minimum follow-up of 1 year.
Surgical procedures
All kidneys were transplanted into the left iliac fossa with subsequent secondary retroperitonalization using a transabdominal approach for the transplantation of both organs. All pancreas transplants were transplanted into the right fossa iliaca either with systemic venous or portal venous drainage and an arterial anastomosis to the common iliac artery. Exocrine drainage of the transplanted pancreas was realized by anastomosis of the grafts duodenum to the recipient's ileum.
Training cohort for prognostic model development
Included were simultaneous pancreas-kidney transplants for diabetic nephropathy after post-mortal organ donation between 01 Jan. 2000 and 31 Dec. 2011 in Hannover (n = 111). Pediatric patients (< 17 years) and those with followup after transplantation < 1 year were excluded from analysis.
Internal validation cohort
Developed prognostic models were internally validated with data of 26 consecutive adult patients treated with SPK for diabetic nephropathy in Hannover between 01 Jan. 2012 and 31 Dec. 2015 (n = 26). The required minimal sample size for the validation cohorts was determined as 25 cases for a power of 0.80.
External validation cohort
External validation of the developed prognostic model was performed using the data of 33 adult (> 17 years) consecutive patients from Kiel after SPK for diabetic nephropathy in Kiel (n = 33) between 01 Jun. 2008 and 31 Dec. 2015. Patients with lack of follow-up < 1 year after transplantation were excluded.
Study end-points
The study end-point was kidney function kidney disease improving global outcomes (KDIGO) stage ≥ III after the first post-transplant year (± 6 weeks). Independent predictive factors for kidney function ≥KDIGO stage III 1 year after SPK were identified with univariable and multivariable logistic regression analyses. The results of these analyses were used to construct a model for the prediction of kidney function KDIGO stage ≥ III after the first post-transplant year (± 6 weeks). Glomerular filtration rate (GFR) categories (ml/ min/1.73 m 2 ) were used as described before to define KDIGO stages [15] . Patients with stage III ore more have a GFR < 59 (ml/min/1.73 m 2 ). The GFR was estimated as described by Levey et al. [16] 
Prognostic model design
Potential prognostic factors that are commonly known prior to transplantation were assessed using univariable binary logistic regression analyses with KDIGO stage ≥ III as response in the training cohort from Hannover (see Table 1 ). Multivariable principal component analysis was applied to avoid multi-collinearity in regression by choosing one of two variables in cases of high correlations (R ≥ |0.500|) between two variables. Principal component analyses and multivariable logistic regression analyses were performed separately for donor and recipient variables since they belong to distinct biological entities prior to transplantation [17] .
Uncorrelated variables in principal component analysis (R < |0.500|) with p values ≤ 0.200 in univariable logistic regression analysis were included into multivariable logistic regression modeling using purposeful selection of co-variables after clinical judgment by the authors. Such an approach has been previously described by Hosmer, Lemeshow, and Sturdivant [18] . An initial stepwise backward likelihood elimination process of the least significant variables was followed by stepwise forward likelihood inclusion starting with the most significant variables which had been excluded before in order to identify potential variable interactions and to reach a preliminary multivariable logistic regression model. A threshold of > 20% change between each of the steps in one or multiple betas of the investigated variables was chosen for the anticipation of potentially significant factor interactions. Anticipated factor interactions prompted the creation of design interaction variables by multiplication of potentially interacting variables. These design variables were individually added to the preliminary multivariable model to check their independent significance using the effect-likelihood ratio test at conventional α-levels (p < 0.050). Only significant design variables were finally added to the final multivariable binary logistic regression model.
Model validation
The prospective validation cohort from Hannover and the external retrospective validation cohort from Kiel were used for model validation in terms of sample validity and addressing possible center bias. These cohorts were also utilized for controlling ad hoc data-fitting.
Statistical evaluation of derived prognostic models
This study was designed and executed in full accordance to the TRIPOD guidelines [19] . Prognostic model fit was assessed with the Hosmer-Lemeshow test to exclude potential model over fit. Evaluation of derived prognostic models was performed using receiver operating characteristic (ROC) curve analysis with determination of the area under the ROC curve (AUROC) for the prediction of KDIGO stage ≥ III 1 year after transplantation. Cut-off values were determined with the best Youden index (Youden index = sensitivity + specificity -1) [20] . 
Ethical considerations
The Ethics Committee at Hannover Medical School has reviewed and approved this study (Approval Number: 3149-2016).
Results
The combined cohorts from Hannover for model training and validation (n = 137)
Renal function 1 year after SPK classified as KDIGO ≥III had a significant influence on long-term all-cause graft loss after transplantation (p < 0.001, log-rank test) underlining the significance of the study-endpoint chosen for prognostic model development (Fig. 2) .
Of all patients, 61.3% received tacrolimus-based immunosuppressive regimen and the remainder a cyclosporine-based protocol, each complemented with prednisolone. Of patients, 91.0% received additionally mycophenolate mofetil.
Kaplan-Meier estimates showed overall survival rates of 99.3%, 97.8%, and 95.9% one, three, and five years after SPK patients in the combined cohorts from Hannover. Regarding kidney graft survival, 98.5%, 96.3%, and 91.1% was still functional at 1, 3, and 5 years after SPK.
Clinical outcome 1 year after SPK in the training cohort Prognostic model development with the training group from Hannover
All developed and investigated models (recipient model, donor model, final meta model) had no significant lack-of-fit test results (p > 0.050). The final prognostic model is a metamodel including the logits of the two separately developed models for recipient and donor factors. A significant factor interaction was discovered for recipient age and the time from diabetes diagnosis until SPK, as well as between donor-GFR and donor-urea. Additional analyses revealed that the associations between the recipient age at SPK in quartiles as well as the time from diabetes diagnosis to SPK in quartiles and their respective parameter estimates with kidney graft function ≥ KDIGO III 1 year after SPK were nonlinear as is shown in Supplementary Figs. 1 and 2 . The best possible parameterization of age at SPK and time between diabetes diagnosis and SPK in the final prognostic model could be achieved by leaving both of these variables in the final prognostic model together with the independently significant design variable which describes the identified multiplicative interaction between these two factors. This was done irrespective of the fact that the variable recipient age at SPK alone had no significant independent influence (p = 0.084) on kidney graft function ≥ KDIGO III 1 year after SPK.
The logit of the multivariable recipient model and the logit of the multivariable donor model demonstrated a significant influence on kidney graft function (KDIGO ≥ III) 1 year after SPK. The logits of these two models were used as inputs for the final regression meta-model, which was also shown to have a significant influence on kidney function (KDIGO ≥ III) 1 year after SPK ( Table 2) .
The final recipient model has the following equation: The ROC curves of the final prognostic meta-model in the training cohort and the validation cohorts are shown in Fig. 3 . The area under the ROC curve (AUROC) was 0.943 in the training cohort from Hannover (Fig. 3a) . The cut-off value for the prediction of the kidney function (KDIGO ≥ III) 1 year after SPK with the best sensitivity and specificity was determined using the best Youden-Index at a risk of 87.1% equaling a logit value of 0.791. Patients with logits larger than 0.791 have a significant risk of kidney function KDIGO stage ≥ III 1 year after SPK. The sensitivity, specificity, and overall correctness of this model were determined in the training cohort as 87.1%, 92.0%, and 89.55%, respectively.
The predicted probabilities of renal graft function KDIGO ≥ III 1 year after SPK using the proposed prognostic model with pre-transplant donor and recipient data versus actually observed KDIGO stages after 1 year are shown in Fig. 5 .
Prognostic model validation
The pre-and post-transplant characteristics of donor and recipient variables of the analyzed training, internal validation and external validation cohorts, are summarized in Table 3 . The AUROC for the prediction of kidney function (KDIGO ≥ III) 1 year after SPK was 0.807 in the prospective internal Fig. 2 Shown is the influence of kidney graft function after the first year classified as KDIGO stage ≥ III on long-term kidney graft survival limited by all-cause graft failure in the combined development and internal validation cohorts from Hannover (p < 0.001, log-rank test) validation cohort. The best sensitivity and specificity was determined in the internal validation cohort using the best Youden Index at a risk of 64.3% equaling a logit value of 0.543. The sensitivity, specificity, and overall correctness of this model in the internal validation cohort were determined as 64.3%, 90.1%, and 77.2%, respectively. The corresponding ROC curve is shown in Fig. 3b .
External model validation revealed an AUROC for the forecast of impaired kidney function (KDIGO ≥ III) 1 year after SPK of 0.784 in Kiel. Figures 4 shows the associated ROC curve. Figures 5 shows predicted probabilities of renal graft function versus actually observed renal graft function according to the KDIGO stages 1 year after SPK using the proposed prognostic model in the training cohort. The best sensitivity and specificity was determined in the external validation cohort using the best Youden Index at a risk of 54.2% equaling a logit value of − 1.259. The sensitivity, specificity, and overall correctness of this model in the external validation cohort were determined as 87.5%, 84.6%, and 86.1%, respectively.
Discussion
This study provides for the first time an internally and externally validated prognostic model for the prediction of impaired kidney graft function with a GFR < 60 (ml/min/ 1.73 m 2 ) equaling KDIGO stage ≥III 1 year after SPK with pre-transplant donor and recipient data. As the gap between the need of organs and the supply of donor organs is widening [11, 12] , this is a highly important finding as it provides a tool to avoid foreseeable futility of transplantation as a result of suboptimal donor and recipient combinations. The results of this study show that older male recipients with a longer time between diabetes diagnosis until transplantation suffering from diabetic retinopathy carry the highest risk of poor kidney graft function 1 year after SPK (KDIGO stage ≥ III) while male donors reduce this risk. This observation points to a possible advantage of transplanting male kidneys into male recipients. The validated prognostic model shows that the male sex of the recipient is an independently significant risk factor for kidney graft function ≥ KDIGO III 1 year after SPK while the male sex of the organ donor is an independently significant protective factor. Therefore, physicians could accept only male donor organs for male recipients with the goal to offset this identified risk associated with a male recipient sex. This study further shows that older donors with compromised kidney function as expressed by their higher urea and GFR values increase the risk of poor graft function after 1 year. The latter combination of donor factors should be avoided for recipients with high risk profiles. The relevance of the chosen study-endpoint defined as poor kidney graft function 1 year after SPK (KDIGO stage ≥ III) is supported by the fact that this end-point significantly decreased long-term graft survival in this study (Fig. 2) . The results of this investigation are meaningful for the discussion of expected outcomes with patients and for the selection of donors for specific recipients.
A wider application of the proposed model might significantly improve donor allocation rules leading to superior transplant results. However, prior to introduction of this model into donor allocation rules in different health care systems, an assessment of the prognostic capability of the proposed model in the respective populations is highly recommendable as a recalibration of the model may be required for different populations. In this context, the recently published guidelines for the development and validation of prognostic models in medicine, the TRIPOD guidelines could be helpful [19] . These guidelines should be considered for future validation studies or recalibrations of the proposed model. We believe that the remarkable reduction over 10% in the observed rates of KDIGO stage ≥ III in the internal and external validation cohorts as compared to the training cohort (Table 3) is a direct consequence of improvements in immunosuppression and perioperative care after 2012. These observations underline the very notable fact that the developed prognostic model could still be validated internally and externally despite these differences.
It is not surprising that pre-operative recipient variables do not have an exclusive influence on post-transplant kidney function 1 year after SPK. This study shows that preoperative donor variables are also relevant for the prediction of kidney graft function after 1 year. Legendre and co-workers recently came to a similar intuitive conclusion [22] .
This study clearly shows that the time between diabetes diagnosis and SPK, recipient age at transplantation, and pretransplant diabetic retinopathy in the recipient have independent significant effects on kidney function 1 year after SPK. Diabetes with complications, such as diabetic retinopathy, obviously increases the risk of unfavorable kidney graft function after the first post-transplant year. This is especially the case in older recipients as expressed by the significant interaction variable detected in this study (recipient age * time from diabetes diagnosis to SPK), which is incorporated in the derived prognostic model. This is most likely due to the detrimental systemic effects of prolonged diabetes in older patients on the cardiovascular system, which is required for sufficient graft perfusion [23] .
It is interesting to note that the time between diagnosis of diabetes and SPK and recipient age at transplantation were revealed as independent protective factors against impaired kidney function 1 year after transplantation while the multiplication of recipient age with the time between diagnosis of diabetes and SPK represents a significant independent interaction risk factor for impaired kidney graft function (Table 2) . This observation may be partly due to the observed non-linear univariable influences of both of these variables on kidney graft function ≥ KDIGO III 1 year after SPK ( Supplementary  Figs. 1 and 2) . The best possible parameterization of age at SPK and time between diabetes diagnosis and SPK in the final prognostic model could be achieved by leaving both of these variables in the final prognostic model together with the independently significant design variable which describes the identified multiplicative interaction between these factors. This was done following the suggested methodological approach which has been proposed before for such situations by Hosmer, Lemeshow, and Sturdivant [18] . Further analyses in the Hannover training cohort revealed that diabetic complications such as amputations and coronary heart disease were significantly more frequent in older patients (p = 0.008 and . Perhaps unsurprisingly so, additional univariable linear regression revealed that recipient age had a significant increasing influence on time between diabetes diagnosis and SPK (p < 0.001) while both factors demonstrated lack of strong correlation in principal component analysis (R = 0.459). The prognostic model that was developed and validated in this study appears to be able to differentiate between different risk profiles of older versus younger recipients by taking the recipient age combined with the time between diagnosis and SPK into account with an independent significant interaction variable. A further argument in favor of this interpretation is the fact that diabetic retinopathy has also been identified as an independent significant recipient risk factor for impaired kidney function 1 year after SPK.
The current study reveals that both donor and recipient sex are independent factors affecting kidney function 1 year after SPK. While male recipient sex increases the risk of impaired kidney function 1 year after SPK, male donor sex is a protective risk factor. Puoti et al. made this observation before [24] . Male recipients often show less concern with their graft and have a higher risk of diseases like ischemic heart disease and hypertension, which may affect kidney function. Their outcome might also be inferior due to compromised compliance to immunosuppressive therapy and lower estradiol levels in contrast to women, which could improve graft function [24] .
On the other hand, diverse clinical studies have shown that female donor sex is a risk factor for shorter patient survival after SPK [25] . Kidney function is significantly better in recipients receiving organs from male donors [26] . This may also be due to increased number of nephrons in male kidneys or because of their smaller sensitivity for nephrotoxic impacts of some immunosuppressants, when compared to women [24] . It is widely known that different immune responses, hormonal settings, and metabolic conditions are related to the patient's sex. Nevertheless, there is still a controversy about the role of sex in kidney transplantation and especially the role of gender mismatch as significant risk factor influencing graft survival, as different studies recommend different gender combinations for favorable outcomes [27] .
It is not surprising that elderly donors are associated with worse graft function. Serum creatinine has been reported to be significantly higher while graft loss 1 year after transplantation is significantly more frequent in patients receiving organs from older donors [28] . The population of patients with endstage renal disease is aging [29] . Studies have shown that kidney transplantation has a beneficial effect on patient survival in comparison to staying on dialysis [30] . Rao et al. made the observation that recipients older than 70 years had a 41% lower risk of mortality when compared to those who remained wait-listed [31] . For this reason, the Eurotransplant- Senior Program was developed to match donor-to-recipient age. Studies showed that there were no significant differences between patients who were matched by age and patients who received organs from younger donors [32] . Cohesive to this observation, a focus on donor-to-recipient age matching is warranted.
Up to six human leukocyte antigen (HLA) mismatches (2 HLA-A, 2 HLA-B, and 2 HLA-DR mismatches) were accepted for transplantation at Hannover Medical School. It is widely known that HLA matching results in improved outcomes after kidney transplantation [33] . However, the importance of HLA mismatches especially in SPK still remains controversial [34] . Lo et al. found that the number of HLA-A mismatches were associated with an increased risk of acute rejection in SPK patients [34] . In contrast, Rudolph and colleagues described that HLA mismatch has no significant influence on acute rejection [33] . It was observed that the number of HLA-B mismatches increases the risk of acute rejection in single pancreas-transplanted patients. However, the number of HLA-B mismatches could not be significantly associated with an increased risk of acute rejection in patients after SPK [33] .
Interestingly, in the current study, neither HLA-A nor HLA-DR mismatches had an influence on kidney graft function 1 year after SPK. Furthermore, this study revealed that increasing numbers of HLA-B mismatches were an independent and significant protective factor for kidney function 1 year after SPK.
The observed associations of HLA-B mismatches with kidney function after SPK might well be the results of epigenetic phenomena, which are not yet fully understood. Fifty percent of the heredity of diabetes is conditioned by the HLA phenotype, especially HLA-DR/DQ haplotypes. In patients with diabetes type 1, there is a 90% chance to find one of these two haplotypes [35] . Additionally, there is recent evidence which connects specific HLA-B alleles with HLA-DR/DQ haplotypes which are known to play a relevant role in the development of diabetes [36] . Therefore, the protective effect of the number of HLA-B mismatches for kidney graft function may be associated with a decreased likelihood of diabetes recurrence in the transplanted pancreas which may protect kidney graft function.
Taken together, a clear and concise prognostic model was developed which incorporates recipient and donor variables. All included data is readily available in routine clinical practice. Strikingly, the developed prognostic model could be successfully validated in a prospective internal as well as an external validation cohort.
The proposed prognostic model for kidney function 1 year after SPK is of high relevance because recipients compete with other potential recipients of single kidney grafts in times of ubiquitous organ shortage. Futile transplantation could potentially be limited by adoption of the proposed prognostic model to current allocation rules.
There are limitations which need to be considered. Firstly, the developed prognostic model is limited by its validation within one country and healthcare system. Implementation of the model in other countries and populations cannot be assumed to be successful without further evaluating studies, which may indicate a need for model recalibration. Moreover, the proposed model has only been designed to predict kidney graft function 1 year after SPK. It does not predict pancreas graft function as required variables were not available in the current study's database. Future studies should also consider the role of HLA antibody levels in the recipient determined for example with luminex technology, as these levels may be another relevant factor for the prediction of kidney graft function ≥ KDIGO III 1 year after SPK.
Due to a significant lack of data regarding the donor cause of death for nearly half of the analyzed cohort, it was unfortunately not possible to investigate its influence on the study endpoint. It is possible that this might be of relevance. However, since the presented model is able to predict the study endpoint reliably with pre-operatively available data, this study's results might play an important role for future improvement in allocation of donor organs. The possible influence of donor cause of death is still a matter of debate and should be addressed systematically in further studies.
Further limitations might be that there was no detailed analysis undertaken regarding post-operative complications and the immunosuppressive regimen after transplantation. The influences of nephrotoxic post-transplant immunosuppression, immunological rejection, and post-operative complications on post-operative kidney graft function are well established [37] . Nevertheless, it is still striking that the proposed model could be internally and externally validated in its ability to predict outcome and it needs to be stressed that only pre-operatively available data was used for this prediction model.
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